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(54) BSHi©^] SRtt^r/^FRtf-fe'J yJnr-T—VW&M 



(57) CS^l 

i 1 

Cys-A-X-X,-Val-Leo-Ile-B-Cys (I) 

Cys-A-^^-Val-Leu-Ile-B-Cys (I) (5^ 

tf, XitiAsp. Ala, GluXtiArgSr^L, X 2 (iTyr, TrpX 
f±Phe£gtU ARt/BdlSl-Xtt^O, HJ£*£-&X»i 
l~13fflCDa-T5yl?8a£*lU AK.t/Btf)7$/I? 
BH6?>&tK40~-13ffl'C*4. ) T^SnSHtt^f- 



: ( 2 > 001-103993 ( P 2 0 0 1 - 1 0 JL8 



[«fflFMRR«>ttHJ 



[-ft 13 



I 1 

Cys-A-X^Xt-Val-Leu-Ile-B-Cys 



(I) 



(iW. X,«Asp s Ala. GluXtiArg^ U X 2 tiTyr. T 

x«ii~i3»)TS/i8S*£i5iu A&tfB<7>T s yi8 



FXI4*«>tt. 

[ If #IB 3 ] X 2 jWyr-C* h IIWtflliBttWiBtt^T'f- 
KXte*<9ig. 
[SH0H4] 
[-ft2] 



I I 

Cys-Thr-Asp-Tyr-Val-Leu-Ile-Trp-Cys 



(II) 



Hfc3] 



I I 

Cys— Ser— Phe— Thr— Asp— Tyr— Val— Leu— He— Trp— Val— Lys— Cys (III) 



[it 7 1 li^js i~5 wftifrimzimnm 

[000 1] 

-rs. $^>ic cmf&vj fr* (hcv) 

[0002] JWfcWWi. #*BJ»4. HCVc0NS3roxT 
-*HC^I>filtt+<0ffl«tt*fc5t«i§S ( complementarit 
y determining region; CDR) t |B|— X\±Wk$h T 5 

^rf- h-c* o . mz. mziMmizftg. ttzmzm^. 

Ztl&ffllOl NS37°07 x T— *fIgG4Jt#ti: ^HCV 
[0003] 

[fc*<0i$ffj] CSffriftti. CW$f&V4 >UA (hepatiti 
s C virus; HCV) <0!SSHCj: OSI^iS-I 2*U 

m&t>. 3, oior *i<OiK'J7of-f 



7Df7-b" (fuie<7)^yA±{C3-b-$*VO->£„ ) 

[00 04] HCVte. ±te2»a<oro-rT— fe* 
^a^L-CfcO. Z<F>0 *aHCVEtj3fc<0-te U WWrT- 
-fc'ii^V A 1.1Z& V v£ . NS3 fc WixS - H £ 

ti&tHb. tiS2g&'Sk.WitL&Zbi>$>i>. ttz. Z 

s^MTh*), zvyft^mfrbmbnj&zbit&w 

[0005] IMAyy^A'^T^y-^imf^. 0 vyu 

zwoh. mimm^<o>'^i'^y'^-y-^i. ft- 

mrftco'omzfi^. HCVftjftcoy ?07Df7- fe'fr'l 
HCVfijJfcO-fe D V7nf7- fe*(iSS4tS0f(5DOTr 

^wffFJi«»^fctt'S>®^^* i: 0 Sit 
icofi^*^. HCVftslW-fe >J y/nf7- fere** 

[0006] zti^m%&im.wp\<offlmzm lx 

<0-feUV70f7- fe'tcraLTi. P^T-yfe -f^tCf'J 

Mb - HxiifflmiSKaew^sHssit 
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-fli^iltffBSSilT^S. f<7)-otLt, HCV NS37* 
of T— Wzm-ZtiiteT&iX. I.0HCV NS3:ro-r 
T-- fe'fcfe-&L^K. ^$*#tt£&*^&*fufit#: 

[0007] ^ftWmtyiZ. HCVi*-fe 'J y/Of7- 

ssk.. fJfit*{J:Hcvi*-fe y yroxr— 
(#ii^-206076-!|-2f?8£#!S) . 

[00 08] ifc. *SKB#feJ4HCV NS3roxT— fe* 
C«T&ln:*«t»«ffi*l1SB^fB« (complementarity de 
termining region; CDR) fc |5j— XtiSMBW&T 5 JW. 

fc&iSfl&tSHCV NS3ro-rT— b'lgGttfrfcHt < . 

WtiZti^mbii (#^¥ll-127861-f-5r#BS) . 

[0009] m&x'H. mmcowmizti^x ziit>co<p 



[00 10] 

[ «HH;W** L J; d t "T S 1KB ] #3&<!J!W . UtR^rf- 
[00 11] 

[0012] 
[<ffc4] 



I I 

Cys-A-X^-Val-Leu-Ile-B-Cys 



(I) 



[0 0 13] (iS*, XjtiAsp, Ala, GluXJiArgS-^ 
U X 2 {4Tyr, TrpXl2Phe££lU AZfci/WilSI— X(ig 



Tti, W^tfXi *%5 P <Oi><7)Xl4X 2 #Tyr<7)i> I7)&mf ^ 
[00 14] 



Cys-Thr-Asp-Tyr-Val-Leu-Ile-Trp-Cys 



(II) 



[0015] X'yjiZti&mtt^y'i-VXliZcot&X'fc 
6. Sfefcs ^ ^TO. gam: 

I 



[00 16] 
Ut6l 



Cys — Ser— Phe— Thr— Asp— Tyr— Val— Leu-Ile— Trp— Val — Lys-Cys (III) 



[0017] T*Sft4SMK^r*FX«*«0ffl-C* 
[00 18] 

ftWCDR/l^-r#fiiJ£i: cOjg-^tfiS^aS'J&mJt Lt 
v^S. — hcv my°VT-T—et&mmz1i&&^-& 

fit* (mAb 8D4fitft) J^SKoftTfc *) . f£fiif*:«±, H« 
^fi(:3IMtttt^iS^ (CDR) ffl-Ot 
J>SCDR-Hli:Wn.|.1Si«5:*LTV^. ft^T, 
BftgiS, mAb StMWDR-Hl^r^F^PISt-v-^TWy 
**AU ^rt-CS-S^^^S-lirT, fiiflcfc3fe<D 



[0019] *»*»4».H.fcJ: OfflJftSftfcfc 

COT'S) *. -ttttoh* *mite.. HCVC0NS3ro-rr— bf 
Cttr&!fcffc4>cOffi1ie&5gffi*S (complementarity de 
termining region; CDR) t|3]— XJi3Iffil-f6T 5 71 

4. WRt, IB^L^T^ r-'Srf^L, NS37°a 

Stttt«««^rf - Hi 9 fc20fSJa±5t < $r* £ fc *W 

[0 02 0] *^«^K^Tf-r-'Ji, ItfUftft 

(c^6gEL3tlStc^±SfLStSHCV NS3TOXT— b'lgGfii 
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xNS37*of-r— m.w?\b Lxmm-rh z t tfx-% 
mMXhK). NS37*ofr— vkgi&Lx. znmmft 

I 



i . m^y^ vcomm 

[002 1] 
Ut7] 



1 



Cya-A-X r X,-Val-Leu-I le-B-Cys 

COO 2 2] X'^ZtiZ. ZZX\ ±Mttl<0?t> rx,- 
X 2 -Val-Leu-Ilej X'inZtL&mM (E?lJ#-*H ) it. NS 
37*nfr- fe'CDxb*h-7mL -T^*>, mAb 8D4t»t 

T $. SWSmiZti^X . X,(iAsp. Ala. GluXtiArgTS> 
0. X 2 {iTyr\ TrpXJiPheT'fcS. 
[0023] *fra<0^rf - Mi. mAb 8D4tjt{*<OHS|cO 
CDR-HltCffl ^-T S 5OC07 5 St&fr&Kc&TS. yi?ffi?ij 

•3 . Cyst Cyst COmXSSm^it LK.mV&)i><QX't> 
S. ±f23T®««. HCV NS3rorT— fe'tW^W^ 

te^-inAb 8M«t«^i«oi53ia»«fcflFitr63arar 

COttmteWZ.m& (CDR) CO-OT-^SCDR-HIT'^O. 

rf-Hti. mAb wm^mt/m^-rt^-rwrT- 

■e±.<Oft%.comt. (xfcTh-7°gP(i) Srftjit=:tTV> 

*. ®m-&mtemt,zt5^xtp-tkts'>). *smh*>»r 
[0024] mz. zcommzntiaztiz>T$.jmt. 

TCt^tafib 8D4a*(Ci>V>T, :fc#<OCDR-Hlfgi&OK 

3*l4T5yi8K*]*t>i:fc:. 3SKLfc7-20r 5 
ffiWcS^mt^tCO^ff^LV^ ifc, mAb 8D4Ja#: 

If. mAb TOtftf*. mAb 7E9tt*<OH«(?5CI»-Hlffla-r&5 

ocor 5 y»£*ifciMW>T s /iK«fci**ift 

[ 0 0 2 5 ] IP*> , HMcOCDR-HHcffl S-t^5oc0T £ 

/mR#<mmzmszti&T$sm&m±. tm^r 
r\ i &&k<7)m&&mzim&m t H&i.xtst>'?. zti 
^«±is^Bg^--r scDR-Hi^ffla-f &5o<or s y 



(i) 



^-srfijfflLTt, &#.&mnmmti><7>b%&. zn 
-LfesSHcfcwt. rsyK»»±a-T5y»w«# 

[0026] $£>C. £lKi»vC. A&t/BttlU-or 
SygSEm^bTk. a^r^T5yg!B2?iJS:^LTt> 

•fcCysfcXj . %.V/Xl±UebCysbtmm£-&$: LX^X 
tiV\ AS.t^B(il— 13ffl£7)«-T5yK»S5-^L. A 
RW(OT S y K»S<O-&tt«0~13<l-CS) 
*Itei*S*l*»R^:r?-KfcJ:, 7«*»&20ffl<OT5y» 
iOT&a. #fS&HJ§T«i, 3Tffi«<OT$yR 
mm<7MMlz*tl?h3~-7. 1ftC5~~7co7S yBg£ftt)D 
L. ^ft*ll~18<?5TSyKi:-r6^**e4L<, 13~ 
17T$y«fc-**tf>A*S<<>ttff*U\ fit, ^IOAt 

#t ti& r s y s^cosstfc Mzist tih r s y bbss 
cor s sm?mmm<7)m£tew>T s ys?sscoa«2 

ffl-4f@^i: U AC0T5 yBfflia636<6«<0«^iB«r 
5 yK^aogt(i5l@-7<l^JSt -thzt t>W£ L\>\ 
[ 0 0 2 7 ] *%ffl(?y<71-Wt. ieiC0Cys|3|± 

*fKB«?WK^rf - H 2: , r [Cys-A-X, -X 2 -V 
al-Leu-Ile-B-Cys)j t*t"%&t*>S. ^ffrWKkL 
5eUCfcV%T. X^^AspCOLcO. •r : 3r*5^>'yD[Cys-A-A 
sp-X 2 -Val-Leu-I le-B-Cys] (X 2 i±miEt mUX'fo 
h, ) , X 2 *%rCOi>c0. -f^t)*>>-^o (Cys-A-X! -Tyr 
-Val-Leu-Ile-B-Cys) ( X, M buIE i: UttT* •?» „ ) 
ff^S. 5tHcfcV.TX l ^'Asp s X 2 **Tyr x A 

*5Thr-Asp. .RtfB#Trp<0*g-£tt. iK^II: 
[0028] 
[^8] 



I 1 

Cys-Thr-Asp-Tyr-Val-Leu-Ile-Trp-Cys 



(ID 



[0029] T*S*l4IRtt A W'?-F ( iy^n(Cys-Thr 2 ) . ^HC^^T^^Asp. X 2 ^Tyr. A^Ser-Phe-T 

-Asp-Tyr-Val-Leu-Ile-Trp^Cys] ) ttc*) (Be?iJ#^ hr. &lXB*«Trp-Val -Lysc^^&{±. : 
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[00 30] 



Ut91 



r 



1 



Cys — Ser-Phe— Thr— Asp— Tyr— Val-Leu-Ile-Trp— Val — Lys-Cys (III) 



[003 1]t*8il4i«^fK (^?n(Cys-Se 
r-Phe-Thr-Asp-Tyr-Val -Leu-I le-Trp-Val -Ly 
s-Cys]) k&h (ffiy0»93) • 

[0032] atsSHHWHfc^Tf - Htt-^r^ K^Jfca* 

a^a-cwirt-* - ^ ars & . - 

<fcV> (fWitfBodanszky, M and M. A. Ondetti , Peptide 
Synthesis, Interscience Publishers, New York (1% 
6). Schroeder and Luebke, The Peptide, Academic Pr 
ess, New York (1965). F. M. Finn RXM. Hofmann 

The Proteins. H.Nenrath. R. L. Hill ffi 

M. Academic Press Inc., New York (1976) ; Affifl^ 

am r v-&fgL<nm& t mm j *.#<*) 1985^ ; 

***** S0Wfc*RA 1977^ ; *ttflHB*. 
SOfe9lffi2. B^-fl?**** SOMfc??HA 1987^& 

^/-^ft, BKfcJiTCifc* DCC/HONBffi. BOPKSStJflV* 

[0033] itwnnmk^r^- y\*. %<7y<T* k» 

-&<7)ffiSc7XaST 2 #$ft & 2 1^7 ? ^ y h co—U 

[00 34] fEUmtitVttzsMlbs ti±. #)Vtt* 
[0 0 3 5] Kf^TS/SOffSS*: LTtt* ffl*.tf 



S/;i/*if^*^— F^h\ >J— T^/P 

*>W£ftS« 

[0036] m&Rm*. JWIEOflRrFtefT o - fc **C 
Tth-bU/K SKx^;l^L<^N-^^b° 

SfRSft. iiS^-20 o C-30 o CcOKfflT'fi : '3 o 
[0037] ffif£*)KRt#&i: LTti. W^tfCD Pd 

hU^ACCi^^^r^Wfeft^o JJBBWBflM-J: 
&K«RJi(5ii. -^-20 o C-40°Cc7)iajgT-lTa«r fc*f« 

[0038] 4H^Hfl^cJ5«. Cysh Cys^^^r^O^ 

h. -ftt-h. ±IBT#^>ft^ttSt^rf*KS:SJff4' 
T\ DTNB(5, 5'-^* tfX (2-- h u£j&#«) )^Ci 

[0039] zcox o iiz Lxmmztitzmvi^y* h 

iS. ^f^y^ov h/77 ^ 
S5X$ft^. 

[0040] ^^comVt^y^ Ktt. ±IS^^JBS, 

tiiwm^ mtis^mmx^mmt^tLxi, 
fthzttfxz&o mmmtLXte. mm. mat. 
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BMk-f-hU^A, *iMb&u*A, 7k®^r^^^ 
[ o o 4 1 ] «4, mwtet'<r>mv)%m. xizymit-r 

aiSft?D?h/77-(-fCJ; r ) J fr1f\'thZbi?X'% 

h. 

[0 04 2] 2. 7of7-t:lfSi| 
^WMcom^^-y'^-Vit. in vitroCONSSrof-T— fe* 

[ 0 0 4 3 3 $ A>(C, ^BBWWR^r-f - Ktt, j8-* 

[0044] *»nwwf- h zcMM-mmmxitm 
cmt vx®m~? zmsit. mm-tmmzmzmiz? 
&i><7>x'H%\<\ mm. cwxf&.g&iz-o^xfemx 

lt?ffi$:¥fnmft)bLXm^hZ.btfT£&. Ztit>cr> 
«»Lfet)<0T*o-Ct). -L 
aBJSWh«)ffi<?MS#!*flfS6LfcfcO-e*-9T«>J:<. of 

s. 

[0045] *3t, #$^>i&sswii, maxmma 

mz£MXt,mrm5--?h Z b WX'Z h . *«W<Oifi85 

mm, mi. hn-fM, p\mmi. mmm. ?ufk ^ 
i,zmmz^&&mifm>i l zLxi>£\\ ttz, 



mmk^&T>7>vxii&ft^&®&co*mx'mmi}ti 

[0046] ztihv&m&n. miiM^m^^ti 
h®mL mam. m&m* mmi mm\, mmm. 
9mmm. mmm. tmm. mmmm, m 

[0047] ±.m&mmu. EamzrF&zti&m 
xi3mtimzmz&tst>cox'i>->xi>£\.\ zco^o* 
mft&vmMtombLx. *, mmmz¥f%ztL&^ 

®m#L 3 iK l Jf-/i.7;l'3-;K ^'Jt'z 

^-fth'JW. V, **rV?VHK, 77t' 

>\ /f77^> Xf7y^7^3- ;K X^T'Jy 

£>itXMtR$ti&. 

[0048] *mi<oiffifflcoiSL5-&li. tk^tt^oiz 

■ttb Lx&s-zti&mtomit. -mz^wmikghti 

00. 0001~1000mg/bodycO^HOS^-fi$-M^C b &X' 

1. 1B1 m*t>ms\izftvx 1 BULLS-* Sit* . 
[0049] 

[SHS0IJ] liTF, HJtWK»^*aWWHOHCV**«)NS3 

CHII6CT1D H^r-fFco^ 
mAb 8D4cOCDR-Hl«Oie?i)5:i,i:lC. 4S^(7)«(^S : 5rS 

m^^n-v^^tfc <*i) . ^-fiScii, 

^rf-F-^ftffi (SYROIK Fmoc^) Srffl^Ti£gS«£OT 
Sy»*-&JfiL, DTNB^fflV^T^t Ltzm. HPLC 
9 A : Kromasil 100 C18 5um 125 x4mm, iSJg : 20°C, 
ggfi0.75ml , A'77r-:A;0. l%TFMQ§?St B ; 0. 1%T 
FATk-T-feh-h'J^ (20/80) Vy^r A3->V : 

20%-80V30ii-, mtii : 215nm) lz£ OWKUfc. 
4S^<?5^.rf- FOHPLC^ a"? h ^5 ASl^TOP-MS-^-v 
-hSrl3l~8^LJt. 

[0050] 

[i£l ] 
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m l &&l,1tm#; CDR-Hl YV>T%J B*BU*J 

1) CDR-H1C17 (17 roer) (ffi^J#-^4) MW: 2010.2 

H-Cys-Gly-Tyr-Ser-Phe-Thr-Asp-Tyr-Val-Leu-Ile-Trp-Val-Lys-Gln-Ser-Cys-OH 
I I 

HPLC ^ a F^yA : 0 1 
TOP-MS ^-V— h :|2 

2) CDR-H1C13 (13 mer) (E?1J##3) MW: 1574.0 
H-Cys-Ser-Phe-Thr-Asp-Tyr-Val-Leu-Ile-Trp-Val-Lys-Cys-OH 

1 I 

HPLC ^ Y?*7J* : 12 3 
TOP-MS ^-T— h : 04 

3) CDR-H1C9 (9 mer) (fE?l!#-f§- 2 ) MW: 1143.9 
H-€ys-Thr-Asp-Tyr-Val-Leu-Ile-Trp-Cys-OH 

I ! 

HPLC Y y J± : M 5 

TOP-MS ^ -V — > : 0 6 

4) CDR-Hl C7 (7 mer) (Ba^J#-^5) MW: 847.9 



H-Cys-Asp-Tyr-Val-Leu-Ile-Cys-OH 
I I 

HPLC bf^J* : 07 

TOP-MS ^-Y— f :08 
[005 1] C##CT 1 ) NS37 0 nT-r— tf ^»KRt^ 

1. Hiss-NSSi-iso^nxT— tf**^ ^OflBB 
^¥09-9961#^fg^ieK LfcHCV NS3T nfT- « H 

rO^l^f-h'SrT^ V-fc LfcPCRfclJ: 96SS<9Hi 

190T 5 y KfcttJiE^&Hiss-NSBi -iso^rT- fc'itfi 
^SrtMflgL/^ PCRtePTC-100 T " Programmable Thermal 
Controller (I/D7^, MJ Research IncfSO 

[0052] Step 1: 95*C, 30#^Ste P 2: 95°C, 30# 
^Step 3: 55*C, 45^— Step 4: 72°C. 1#—Step 5: S 
te P 2-Step 4^25m^0^L^Step 6: 72°C, 74r— St 
e P 7: 4°C, gfci* 
His-tag 7^7- FT^-f V — 

5'-GC GAA TTC ATG CAT CAC CAT CAC CAT CAC GCG CCT 
ATC ACG GCC TAT TCC CAA C-3' (mm^r6 ) 

(T*8^EcoRIgl5{i) 
NS3 (1-190) >JA-X77>f^ 



5'-GC A AGC TTA AGG GGA TGA GTT GTC TGT GAA GAC CGG 

aga-3' (m¥m^7) 

(TUSPteHindlllSBfir) 

[0053] Ttfu-AYivnsmmzz. DPCRiBteK 

mZm&Ltilk. NS3rn-rT— fe'ae^-Bfft-SrQIAquic 
k PCR Purification Kits (Q1AGENM) tSlU:. ft 
KLfcDNABfft-SrTA cloning^?;? — P T7Blue(R) (Novag 
enM) £DNA Ligation Kit (SfijiS!) tfflWCJSBL 
fzm. *»»JM109Sr»OTE*Lfc. X-galSrM^PL^LB 

/r y tr ^ y y r b tc£W Lfc»»E#Mfco 3 . 

afi3D-- &PCRX?U-— V^fcftU hD 
NASr^-T & HMS ^ o - y 

[0 0 54] l^tt^n-yiOQIAGEN Plasmid Mini Ki 
ts (QIAGEN-tip 20) *m^X7 0 yXzi FSIBRU Bca 
BEST 1 M DNA Sequencing Kit (SSit) £fflV^:V— 
T;Uv— ^xy^y^^itXThermo Sequenase£lT?~& 
Cycle Sequencing Kit (Amersham) JJB^fe^— hVf- 

7^y-;xyyy/ (DSQ-1 DNA Sequencer, ^jitS 
fBJr) azi OHis6-NS3 lM 9o^ D, rT--«B€5^«* 
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[0055] iELV>«affl?(«r^43iefl»frSrEcoR 
I-HindIII«JBf(3j:0iHSL. *B§MSIS^??--pMr 
ICOEcoRI -Hi ndl I IgfffitolifcS L . His 6 -NS3! . 190 ^f 

[00 56] 2. NSSi-^ornxr—tf^vSttM-C^ 

m 

NS3 1 - 190 rn-fr— (JM109/pMTHNS3-2) 5:100 

mi c?)M9/# if ^ / K/r ^ tr y ytm& -irO500ml ®E. 
ftVyXafcX. 2TCT19*|B*«SL **}JU£25 jug/m 
It^hX o £4 >Y—)VT9 U/MSc (IAA) £35jnt,T 
*RR*£fH>fc. IAASAD8l«iatt(Z|fedlL. Stt£5m 
l<7)Sonication Buffer ( 50 mMhUXfiK, pH 7.5/300 
mM NaCl/lOZ^'J-feu— £!BfflLTSBW«SK#L 
. 18,(XX)rpmT30#$l'l> Lfc±»C0NS3rOTrT— fe'JS 

[0057] NS3! . j 90 Tn-r T— bfO^JIHSSrlT "5 tz 

±§ift ^t?500ml 7^318* (ft3.6 L) Tig« 
U ffl*£20 mM-f S ^V*— ;U£^DL£Soni cation Bu 

[0 0 58] 3. ti&3 l - l90 7x3TT-'&CDffi& 

(1) Ni-NTA SuperflowT^ T 4 ^n7b^77^ 

3.6 L<^^B*S*18(tolC0Mft:5>f-fe-h*JJlT^ 

[00 5 9] (D^^A : 2.2X2.7 cm = 10ml 
<2>SS3 : 378ml/h (100 cm/h, BMfr^4 -fe- h T7°7J 
m) . 200ml/h (53 cm/h, /^y'xyhW) 
(3>#H : 2ml/0.6 min/tube (50*) 
@y^y — : 

a. 50 mMhUxaK, pH 7.5/300 mM NaCl/20 raM>f £^ 
V— ^/lOZ^U-feO— /1V0.5% CHAPS, 50ml 

b. 50 BMhUxaH, pH 7.5/300 mM NaCl/350 mM-T $ 
^/-^/10%^U-bO-^/0.5% CHAPS, 50ml 
©EStBifc^ : 280 nm (Full scale 0.5) 

[00 60] (2) S-Sepharose Fastflow^ *>3cM 

Ni-NTA^^^v§aiB^^YM-10T1g^f*. f«^<y7 
T — (50 mMhUJUSR, pH 7. 5/10%^L>-feO~;IV0. 52 
CHAPS) T-25fS^8?L. BlT(:^ft^7A^Q 
7h/77^-^?t 0 *9A*^<J0»itHiNaClOffl: 

[0 0 6 1 ] <X>#yJ± : 1.8X3.94 cm = 10ml 

: 254ml /h (100 cm/h) 
<3>^H : 2ml/0.47 min/tube (100*) 
©Ay — : 

a. 50 mMHJXJBfi, pH 7. 5/10%^ U -fcO-ZlVO. 5% CH 



APS 

b. 50 mMMJjaJgK, pH 7.5/500 mM NaCl/lOZ^U-fea 
— 5% CHAPS 

©EStiiifcll : 280 nm (Full scale 0.5) 
[0062] SDS-PAGE <«jfefe) J; 0NS3! . l90 7°nx 

r-- et*tf»»«r7'-;n^ YM-io-rawa. f«t 

A' 7 7r-««U: ( S&KYH-IO (25 mm) 
J: 0»1 ■g/mli-CWIIU SOX^U-fen-;!^** (ft 
i&g50» ^LT-80'C£«#Lfc o 
[006 3] 3.6 L<7)tmWik£*)'i%t>tltlWtfc7<i* 

-hS:Ni-NTA^ 5 Atcrr^>f U ©*L^NS3 1M90 r 
iirfCc <r<o»&. »ajffite»*KO. 5% CHAPS£aSnrf 6 

.rt^io. jafl^frcNS3iM9o^Df-T--tf*»B 

-PAGE&Cj: 6«K#««0tS**Scr . 
[0 0 64] H9fci30T. XiOTOilO-CJ) 

I^-ya:JMl09/pWTHNS3-2^?S14B# 
U—yb:^^A«ji0®^ 

V— V12. 15, 18 , 21, 24 , 27, 30 , 33 , 36:4$^/ 
[0065] $ S-SepharoseH-f *>3m# 

i,z£*). NS3rnT-r— v&mmizmuLtimio) . 

mmztS^X. aJ±Ni-NTA*^^*aJB^. U—y&, 4 
4 , 46 , 48 , 50 , 52 , 54 , 56 , NaCl^Sx 

[0066] «»Wfc:3.6 UO«amfle*>£>1.66 mg<7)fS 
tHJW, pH 7.2/50%^L>*o-;lV0.5% CHAPSTIt 

v\ r-y-fe>f*fc:»««2S! cHAPstaanu-ciSttaKS' 

<0*fctf>£jic*- • #filXf k y (t ^ SDS-PA 

[0067] 

VI : JMlOVpMTl^Mflc^^^^W 

: JM109/pMTHNS3-2t^M«c^WN^®(+IAA) 
: JMl09/pWrHNS3-2"5I?f14B^ 
U->-4 : JM109/pKTHNS3-2^J8ttB^ 
l/->5 : Ni-NTA#^^ftM# 
I/— >^6 : S-Sepharose^^A^aiW^ 
[0068] 
[^2] 



NS3 ,-!„<, :/n ^7 
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ffctt 








HZ* 




(jag) 


(Area) 


(Area/mg) 


(%) 




N. D.+ 


2. 22X10* 


N. D.* 


100 


Ni-NTA Super flow 


5. 06 


1.06X10' 


2. 09X10 8 


47.5 


S-Sepharose FF 


1.66 


3.88X10" 


2. 34X10" 


17.4 



[0069] 4 . NS3rur-r— fe'I»SttiB©R 

*5fnfit*coNS3r ntr — trae f^^x ns3i . 1 9 0 r 
ot-t— tf) tc»i-s r a*s§itSrNS4A^r^KasjD-* 
WnrrWiUfc. NS3 1M90 rn^T~<ri2:io mM 

UVK^hU^A.pH 7.2/50%^U-feU-/lV0.5% CHAPS 

3) {±50 mMb U^«K, pH 8.5/30 mM NaCl/5 mM CaCl 2 

(1) NS4A^rf-FI&^Q^T>y-fe-r^ 
50 mMM>>USK, pH 8.5/30 mM NaCl (TS buffer) 
TS buffer +10% CHAPS 

380 nM NS3i-,flnTP-rT--Hf 



/25 mM DTTfc»»L"C^S. RJCfflfiEtt»«* 
K^U-feO— /K 5 mM DTT. 1 mMCaCl 2 t ^feftteS: 
oTl^S, KV^fflSvSttS:*t-^mAb^V^T(iTight b 
inding inhibitor^fri^W^ir;!^ (J. W. Williams a 
nd J. F. Morrison, Methods Enzymol . , 63, 437-467 
<1979)Sr«H> *»feia*^RSr*«>fc. 
[0070] 



40 m\ 
20 ul 
10 //l 



70 



[0071] 



I 

TS bufferT^S^L/vlg^^SS^niAbSrlO julS^jD 

i 

1 raM^SS (S3) £20 julffiAl 
i 

37 8 CT1B*ISK y^i^-v-a^ 
0.5% TFASrlOO ul9MLXSUSff± 



20 //lfcHPLttrCtfW 



(2) NS4A^r^K^flQCOTv^^ 

50 mMh U pH 8.5/30 mM NaCl (TS buffer) 38 

TS buffer+10% CHAPS 20 jul 

0.75 mM NS4A^v7°f-K 2 u\ 

380 nM NS3^ionrP7 : -r~b: 10 u\ 

70 >ul 

1 

TS bufferT*S?Lfca^^)iiJK^mAbS:10 /xl^jD 
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i 

0.125 mM^SS (S3) £20 julgsflD 
4 

i 

0.5% TFA£100 juLlfflMLXEJ&&± 
I 

20 jul*HPLCfcT#tfr 
[0072] *<9*S*. Hl2-AfcScT J: -5 ^NS4A^r^ 

ffiWSr^Lfv: (ICso = 27.8 nM) . £tz. mAb 7E3&J: 
t^tBl^6ffliW^«*Lft (7E9: IC 
5 o = 203.1 nM) . — NS3T nf T — F-X -f V 
*IML*V*«WS3!S»Bto 5E12{±£ 

[0073] -r-CdmAb 7E3, 7E9, 8D4{iNS4A^7°^ K 

<£ifte«"Ctt012-B(cS't J: ? tevvm<offiflci«^ 
«fH»**S*3&»r>fc^ *«flB^ttHl3fc5^J: o 

*cffl*«cfipw*a***Lfc (ic5o=2.6^m) . -r&*> 



5) CDR-H1-15 <15 mer) MW: 1806.0 
H-Glv-Tvr-Ser-Phe-Thr- Asp-Tyr-Val-Leu-Ile- Trp-Val-Lys-Gln-Ser-OH 

(E^J#-§-8) 

6) CDR-H1-7 (7 mer) MW: 909.6 
H-Thr -Asp-Tyr-Val-Leu-Ile -Trp-OH (E#l#-§- 9 ) 

7) CDR-H1-5 (5 mer) MW: 622.2 
H- Asp-Tvr-Val-Leu-Ile -OH 10) 



[ 0 0 74 ] mAb 8D4ttNS4AiN5qJET(-fcV^TNS3 l . 1 g 0 
rofT- fe*£^/Htl : ltTO50%<afflW«tt£*T£ 
fc A*6. Ti ght-bindi ng^tCFi tti ng 
bb£l 0 *4>Ht*. Bl4tCSH\J: 3 £Ki = 5.4 nMfcV^-5 

[0 07 5] CII^J2D 3»^«We^7"^HfcJ:& 

KDTCfHBLfc. mAbtfO*&PBS(3jS»LT10^<01JiaS 
Jlll/O**^ CDR^r^HCO«-&«DMS0ec*»L. 50 
#tf)lg (»«S2S! DMSO) aSjDL. TS A*7 7r-tR 

-^FcOlh 3). 4)(CfflS-r*fi«*^r^H («Bfc* 

[0076] 
[*3] 



[0077] ffiWSr^^^f* HKTOV^r JiLineweaver 
-BurkTu >y h^tt/lwDixonTo >y hfcrj: 0ffiWKS*5 
«tWa*S»t*»fc. *C0»»*. 015(C5rr. 015 
-AZM/BfcL -5-<l^iXNS4A^rf*h^WRtT, #ffiTfc 

*>(tsNS3rnxT--bmsvSttissass*&^*ro 

[0078] NS4A^7 e ^- H^!)W#l(CA^t>4>^*. CDR-H1 
C13^r^K (13 mer) Ji. SScoBM^r^HtCifc^ 
T20«aJ^V^(ft»^**^fc3^BS*lfc (IC 50 

= 1-3 jlcM) 0 CDR-H1C17 (17 mer) fcir/CDR- 

H1C9 (9 mer) ^rf-FJiiSV^^fefflMtffffW'SrffiW 
fcSLfc (Ho = 20-40 juM) 0 



[0079] CDR-HlC13^fflWatSS:iH^fc»*. Li new 
eaver-BurkTn vb£ O016^f «t "3 fc^MHHMF* 

srrtiab^Wfe^ifc. 016-a. Btt. ^n-etiNS4A^.r 

[0 080] Dixonrn-zhcOlSS. NS4A^7° 

K*^n<?>%£-JiKi =0.9 /zM. NS4A^.r^- h*aara 

(15 juM) <7)i§^J2Ki = 1.5 /zMtV^ffi*^#fen. NS 
S^fc^ffiBLfc (017) o H17-A. Bii. ^^ftNS4 
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[0081] § mi^Zfrctii o tc. CDR-H1C9«4A 
* a o * 4 ± 9 AAHRTC9B9I3 ««4 

iS&ZTik^tZttimmZtLtz (IC 50 = 17.8 juM) 0 o 
4 0. CDR-HlC9cO/3-^-V«JtS-^ffl[L^ffi»^b^ 

[0082] 

SEQUENCE LISTING 
<;110>; JAPAN ENERGY CORPORATION 
<;120>; Circular peptide 



[ 0 0 8 3 ] 5Efc. *5KH«08S«^rf - Ktt. HCV* »J 

teBRU Hcv-try yrnfr- t^^L^NS4A^rf- 

%u7VTT-vcDmn^y*^vtmmz&<£&& 
£*M&stmti z. t iMffix-h h . 

[0084] 



<;130> 
<;140> 
<;141> 
<;160> 
<;170> 
<;210> 
<;211> 
<;212> 
<;213> 
<;220> 
<;223> 
<;220> 
<;221> 
<;222> 
<;223> 
<;220> 
<;221> 
<;222> 
<;223> 
<;400> 
Xaa Xaa 
1 

<;210>; 
<;211>; 
<;212>; 
<;213>; 
<;220>; 
<;223>; 
<;400>; 
Cys Thr 
1 

<;210>; 
<;211>; 
<;212>; 



P99-0451 



10 

Patentln Ver. 2.0 
1 

5 

PRT 

Artificial Sequence 

Synthetic peptide 

PEPTIDE 
1 

Xaa represents Asp, Ala, Glu or Arg 

PEPTIDE 
2 

Xaa represents Tyr, Trp or Phe 
1 

Val Leu He 
5 

2 
9 

PRT 

Artificial Sequence 

Synthetic peptide 
2 

Asp Tyr Val Leu He Trp Cys 
5 

3 

13 
PRT 
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<;213>; Artificial Sequence 
<;220>; 

<;223>; Synthetic peptide 
<;400>; 3 

Cys Ser Phe Thr Asp Tyr Val Leu He Trp Val Lys Cys 

1 5 10 

<;210>; 4 
<;211>; 17 
<;212>; PRT 

<;213>; Artificial Sequence 
<;220>; 

<;223>; Synthetic peptide 
<;400>; 4 

Cys Gly Tyr Ser Phe Thr Asp Tyr Val Leu He Trp Val Lys Gin Ser 

15 10 15 

Cys 

<;210>; 5 
<;211>; 7 
<;212>; PRT 

<;213>; Artificial Sequence 
<;220>; 

<;223>; Synthetic peptide 
<;400>; 5 

Cys Asp Tyr Val Leu He Cys 

1 5 
<;210>; 6 
<;211>; 54 
<;212>; DNA 

<;213>; Artificial Sequence 
<;220>; 

<;223>; Synthetic DNA 
<;400>; 6 

gcgaattcat gcatcaccat caccatcacg cgcctatcac ggcctattcc caac 54 
<;210>; 7 
<;211>; 39 
<;212>; DNA 

<;213>; Artificial Sequence 
<;220>; 

<;223>; Synthetic DNA 
<;400>; 7 

gcaagcttaa ggggatgagt tgtctgtgaa gaccggaga 39 
<;210>; 8 
<;211>; 15 
<;212>; PRT 

<;213>; Artificial Sequence 
<;220>; 

<;223>; Synthetic peptide 
<;400>; 8 

Gly Tyr Ser Phe Thr Asp Tyr Val Leu He Trp Val Lys Gin Ser 
15 10 15 
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<;210>; 9 
<;211>; 7 
<;212>; PRT 

<;213>; Artificial Sequence 
<;220>; 

<;223>; Synthetic peptide 
<;400>; 9 

Thr Asp Tyr Val Leu He Trp 

1 5 
<;210>; 10 
<;211>; 5 
<;212>; PRT 

<;213>; Artificial Sequence 
<;220>; 

<;223>; Synthetic peptide 
<;400>; 10 
Asp Tyr Val Leu He 
1 5 

[0085] 

EW** 1 : -£f£^y°^ H 

SMS-g-l : XaateAsp. Ala. GluXteArg^SH" (*Sq£ 
ffig: 1) o 

EWM"1 : XaateTyr. TrpXttPhefc^-f (ffi£{£B : 
2) . 

EM*#3 : Art'V/f-F 

mm** 5 i^&^r^v 

EJ«*#7 : <££DNA 
IB?iJ§-^9 

[HI ] g^^7 0 ^HCDR-HlC17(17iner)c0HPLC^OVh 

[02 ] S^^7°f-KCDR-HlC17(17mer)<7)T0P-MSf-r- 
ho 

[03 ] 3S«^7°^HCDR-HlC13(13mer)C0HPLC^ovh 

[04 ] S«t^rf-HCDR-HlC13(13mer)tfOT0P-MS^A~ 
ho 

[05 1 IBtfr^f- KCDR-HlC9(9mer)OHPLC^ov 



[06 ] S^r^hCDR-HlC9(9mer)OT0P-MS^^- 

ho 

[07] Jg^rf-hCDR-HlC7(7mer)C0HPLC^nVh^ 
[08 ] Jg^r^hCDR-HlC7(7mer)<?DT0P-MS^^- 

ho 

[09] Ni-NTA^^/s^U-eh^^7>f-^J:^*5^ 
jg{BB^SDS-PAGE(z J: SttK^WttS^ 

[010] S-Se P harose^>f 7 A£ i &NS3 

1-190 7°urT- ^^MS«f^S. 

[01 1 ] Ml^fvr^lt^NS^MgorDfT- 
-fe'cOSDS-PAGECC i £j5EJ£##T • 

[012] NS3 1 - 190 ra^T--t:^^l)#ainAbC7)PI 

WStt. 

[013] NS4A^7°f- H^ETT*COmAb8D4c7)ffl*?gtt < > 
[014] Tight-bindingc^^Fittingtr^^mAb 
8D4^NS3 1 - 1 90^ o O7 x ^-^^* ; W"^ffl«^o 
[01 5] NS3 1M 9o^D^T-^cm^^^S^CDR- 

Hi^r^Kcoffl*vStto 

[016] Lineweaver-Burk^n v hfccfcSSJR'^Tf- 
HCDR-HlC13COffiW«5^ 

[017] Dixonro-y hfc: J:6WK^^HCDR-H1C13 

[018] *^«NS3/4Arnrr--tfli^«cfc*«-4a 
tf^Tf- FCDR-HlC960ffi»Stt. 
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[mi] [09] 




[02] 





201 


0L2* 

















WOP 3000 4000 -.5000 6000 7000 tono" 



[010] [Hi] 
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133 



1000- 




10 



20 



[04] 



50 
40 



Liu 



**U* l|i 



[HI 8] 



ISO 
100 » 
80 






— O— OOfVKICtT 

— •— co*nicia 
— a— oomtict 
— cow«OT 
— o— con-m-u 

■ CWW1.T 

■»-comi4 


BO 






ei7ie M -7MtiM ■ 

CM tC ^ninj^ 
» 03 a «t7Jtldl 
HI tO^UMrfl 


40 






20 

A 


■L * ■> *-J ■ I ■ ■ 1 ■ ■ 1 ■ 1 i 1 i . 1 >■> i 1, 





0 «0 100 150 200 250 



CDR CyM) 



(a 6) )0 1-1 0 3 993 (P2001 



-1 0JL8 



[H5] 



200- 




[06] 




II 3] 



[014] 





Ki-5.4nM 
[BO] s 13.6 itM 



200 300 
mAb8D4 (llK) 



400 



500 
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[012] 



8) )0 1 



-1 03993 (P200 1- 
[115] 



1 0JL8 



t20 
100 1 

80 

60 

40 

20 
0 



-7C3 
-7E0 
-604 

-sau 



■04 tC* -27-Srti 
7E» tC M -203.1 r 





— O — COfrHICIT 

• ■ cpmttcii 
a . cow-Mica 




— 4r— COftMICT 

— a— cor-hi-is 

— ■— COK-M1-T 
— 0 — COR-Hl-ft 


err c m mnjv* 
ca ic M - i.i v> 

C8 IC B -4S-lM** 

C7 

HI K^V^i 





100 200 300 400 500 

mAb(nM) g 



100 150 




120 
100 





O CDIWlOlT 
— • — 

— A— COH4+1C8 
— * — COH-H1C7 

~ a — con-Mi-i$ 
■ C0fl-m-7 
— « — coH+n-e 




CI 7 IC H aS*Mtt 
Ctt IC b" 




or » m >i«imm 
hi c^-hwjJI 



50 100 150 



S00 
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(51)Int.C1.7 

C 0 7 K 7/08 
C 1 2 N 9/99 



F I 

C 1 2 N 9/99 
A6 1K 37/64 



F^-JU(##) 4B064 AG37 BA09 BA10 CC24 DA01 
4C084 AA02 AA07 BA01 BA08 BA17 
BA18 BA26 CA53 CA59 DG2 
MA22 MA23 MA31 MA35 MA37 
MA41 MA43 MA44 MA52 MA56 
MA63 MA66 ZA752 ZB332 
ZC202 

4H045 AA10 AA30 BA15 BA16 BA32 
DA55 EA29 FA30 FA33 GA22 



